1. Introduction {#sec1-viruses-11-00303}
===============

La Crosse virus (LACV) is a mosquito-borne member of the California encephalitis group of the order *Bunyavirales* \[[@B1-viruses-11-00303],[@B2-viruses-11-00303]\]. LACV is endemic to Midwestern regions of the USA but its geographical distribution is currently expanding to previously non-affected areas of the USA \[[@B3-viruses-11-00303],[@B4-viruses-11-00303]\]. Children are more susceptible than adults to virus-mediated neurological diseases since the immune system is relatively immature at birth and during childhood \[[@B5-viruses-11-00303],[@B6-viruses-11-00303]\]. LACV is one of the main causative agents of pediatric viral encephalitis in the USA, affecting mostly children under the age of 16 \[[@B7-viruses-11-00303],[@B8-viruses-11-00303]\]. LACV infections account for up to 300,000 infections/year, of which, \~70 cases/year result in a severe outcome like meningitis, encephalitis, or meningoencephalitis \[[@B3-viruses-11-00303],[@B7-viruses-11-00303],[@B9-viruses-11-00303]\].

During natural transmission by the bite of an infected mosquito, LACV encounters dermal innate immune cells, predominantly dendritic cells (DCs), and macrophages at the site of infection \[[@B10-viruses-11-00303]\]. Recognition of LACV by innate immune cells occurs via pattern recognition receptors (PRRs), like retinoic acid-inducible gene I (RIG-I)-like receptor and toll-like receptor 3 (TLR3). RIG-I and TLR3 engagement mediate activation of interferon response factor (IRF)3, IRF7, and nuclear factor-κB (NF-κB), leading to type-I IFN responses and production of proinflammatory cytokines, respectively \[[@B11-viruses-11-00303],[@B12-viruses-11-00303]\]. Thus, these receptors were described to elicit protective immune responses upon LACV infection \[[@B12-viruses-11-00303],[@B13-viruses-11-00303],[@B14-viruses-11-00303]\]. In addition, depletion of myeloid DCs in LACV-infected adult mice resulted in aggravated neurological disease in the central nervous system, thus highlighting the importance of DCs recognition of LACV \[[@B14-viruses-11-00303]\].

C-type lectin receptors (CLRs), an important class of PRRs, are carbohydrate-binding receptors that sense pathogen-associated molecular patterns (nonself-antigens) and danger-associated molecular patterns (self-antigens) \[[@B15-viruses-11-00303],[@B16-viruses-11-00303]\]. Upon antigen recognition, myeloid CLRs expressed by antigen presenting cells (APCs), like DCs and macrophages, trigger a variety of functions that range from uptake, phagocytosis, cytokine production, and antigen presentation to naïve T cells, to shaping of adaptive immune responses \[[@B16-viruses-11-00303]\]. In viral recognition, CLRs have a complex role with an intrinsic duality: they can either elicit antiviral responses by shaping innate and adaptive immune responses or act as entry receptors which enable virus transmission and dissemination \[[@B17-viruses-11-00303],[@B18-viruses-11-00303],[@B19-viruses-11-00303]\]. Recognition of the glycan moieties of viral glycoproteins is decisive for the outcome of virus infections. LACV possesses two viral glycoproteins---Gn and Gc---that mediate attachment to host cells and the initial steps of replication \[[@B20-viruses-11-00303],[@B21-viruses-11-00303]\]. Gn is composed mainly of *N*-glycans of the high-mannose type, while Gc comprises both complex and intermediate types of oligosaccharides \[[@B21-viruses-11-00303]\]. Two entry mechanisms of LACV in mammalian cells were described. LACV can either enter host cells via clathrin-mediated endocytosis allowing Rab-5-mediated trafficking to early endosomes \[[@B22-viruses-11-00303]\] or via the dendritic cell-specific intercellular adhesion molecule 3-grabbing nonintegrin (DC-SIGN) \[[@B23-viruses-11-00303]\], a CLR that is well-described as an entry receptor for different bunyaviruses \[[@B24-viruses-11-00303]\]. However, the role of additional CLRs in the recognition of LACV is still unknown.

To identify CLR candidates in viral recognition, one can evaluate binding to CLRs with expressed and purified viral envelope glycoproteins \[[@B25-viruses-11-00303]\] or by accessing viral infectivity in cells lines overexpressing CLRs \[[@B26-viruses-11-00303]\]. Here, we report an unbiased ELISA-based screening of pure LACV with a CLR-hFc fusion protein library \[[@B27-viruses-11-00303]\] in order to identify novel receptors involved in LACV recognition. Coating of pure virus particles on ELISA plates \[[@B28-viruses-11-00303]\] enabled to detect five novel murine CLRs that recognize LACV: Macrophage-inducible Ca^2+^-dependent lectin receptor (Mincle), Dectin-1, Dectin-2 and, to a lesser extent, macrophage galactose binding lectin (MGL-1) and Langerin. Noteworthy was the binding of LACV to Mincle, Dectin-1, and Dectin-2 which all are CLRs that signal via the caspase recruitment domain family member 9 (CARD9), an adaptor protein that promotes NF-κB activation through multiple innate sensor proteins \[[@B29-viruses-11-00303]\]. Since myeloid dendritic cells play an important role in response to LACV infection \[[@B14-viruses-11-00303]\], we compared the response of Mincle^−/−^ and CARD9^−/−^ bone marrow-derived DCs (BMDCs) after incubation with LACV or Poly(I:C)---a known agonistic TLR3 and RIG-I ligand \[[@B30-viruses-11-00303]\]. Interestingly, the Mincle/CARD9 axis contributed to initial antiviral responses against LACV in BMDCs. However, no differences in virus titers were observed between wild type (WT), Mincle^−/−^, and CARD9^−/−^ DCs at different time points after LACV infection.

2. Materials and Methods {#sec2-viruses-11-00303}
========================

2.1. Mice {#sec2dot1-viruses-11-00303}
---------

CLR- and CARD9-deficient mice and the respective C57BL/6 wild type (WT) control mice were housed in the animal facility of the University of Veterinary Medicine Hannover under controlled temperature and humidity and specific pathogen-free (SPF) conditions. Food and water were provided ad libitum. Mice were sacrificed and tibia and femur from CLR- and CARD9-deficient or WT mice were prepared to perform extraction of bone marrow cells. Sacrificing of mice for scientific purposes was approved by the Animal Welfare Officers of the University of Veterinary Medicine Hannover (AZ 02.05.2016).

2.2. Virus and Cell Culture {#sec2dot2-viruses-11-00303}
---------------------------

Baby hamster kidney cells (BHK-21, clone 13, ATCC^®^ CCL-10) and Vero E6 cells (clone E6, ATCC^®^ CRL-1586) were cultured in IMDM complete medium (PAN-Biotech, Aidenbach, Germany) supplemented with 2 mM [l]{.smallcaps}-glutamine, 100 U/mL penicillin, 100 µg/mL streptomycin, and 5% fetal bovine serum (PAN-Biotech). Bone marrow cells were isolated from tibia and femur of C57BL/6 mice as previously described \[[@B31-viruses-11-00303]\]. To obtain BMDCs, bone marrow cells were cultured in IMDM complete medium (with 10% FBS instead) supplemented with 5% of GM-CSF supernatant derived from X63 cells \[[@B32-viruses-11-00303]\]. Medium was exchanged every 48 h and BMDCs were used after 8--10 days of differentiation to ascertain that ≥80% of the cell population expressed the DC differentiation marker CD11c. All cells were grown at 37 °C in 5% CO~2~. La Crosse virus was routinely produced in T-75 or T-125 flasks by infecting Vero E6 cells at a multiplicity of infection (MOI) of 0.01. The infection medium for LACV purification was IMDM complete medium (with 2 mM [l]{.smallcaps}-glutamine, 100 U/mL penicillin, 100 µg/mL streptomycin, and 2% FBS). Supernatant containing the virus was collected 2--3 days after infection when ≥80% of cells were lysed. The supernatant was centrifuged at 3000× *g* for 30 min at 4 °C and collected for further purification by flow-through chromatography or stored at −80 °C for further use.

2.3. Flow-Through Chromatography {#sec2dot3-viruses-11-00303}
--------------------------------

A pericyclic pump (Carl Roth Cyclo II, Karlsruhe, Germany) was used for all liquid chromatography experiments. The liquid chromatography columns used were a 5 mL Capto Q and a 4.7 mL Capto Core 700 (GE Healthcare, Danderyd, Sweden). Capto Q is an anion-exchange chromatography column, while Capto Core 700 is a ligand core chromatography column. The protocol was performed as previously described with some modifications \[[@B33-viruses-11-00303],[@B34-viruses-11-00303]\]. Briefly, a small-scale batch of mock- or LACV-infected Vero E6 cells (100 mL) was sterile-filtered (0.22 µm filter) and concentrated into a final volume of 5 mL using a Spin-X ultrafiltration concentrator of 100 kDa (Corning Inc., Corning, NY, USA). Samples were conditioned with 25 mL of virus dilution buffer (VDB, 20 mM phosphate buffer with 0.5 M NaCl, pH 7.2) prior to loading on the respective liquid chromatography columns. Before sample loading, columns were equilibrated with five column volumes (CV) of VDB. Capto Q and Capto Core 700 were plugged in series and mock- or LACV-infected cell supernatant were loaded on the respective columns at a flow rate of 1 mL/min. Mock- and LACV-infected samples were collected in the flow-through, whereas host cell protein contaminants remained bound to the column. After sample loading, columns were washed with one CV of VDB to elute remaining virus from the column. The Capto Q column was cleaned with 2 M NaCl and 1 M NaOH, while the Capto Core 700 was cleaned with 1 M NaOH and 30% isopropanol (*v*/*v*). After column cleaning, they were equilibrated with 5 CV of VDB to be used in a second round of purification. Purified samples after the first round of purification were loaded again on the respective columns and the flow-through was collected. This second round of purification was to ensure \>99% removal of host cell-derived proteins to perform binding studies of highly pure LACV preparations with the CLR-hFc fusion protein library. Finally, samples purified after the two rounds of column chromatography were concentrated to a final volume of 3 mL using a Spin-X UF concentrator (100 kDa MWCO). The virus titer and protein concentrations were determined before and after the purification process. Three independent small-scale batches of mock-infected or LACV-infected Vero E6 cells were prepared and purified by the above described procedure.

2.4. CLR-hFc Fusion Protein Production {#sec2dot4-viruses-11-00303}
--------------------------------------

The expression and purification of the murine and human CLR-hFc fusion protein library was performed as previously reported \[[@B27-viruses-11-00303],[@B35-viruses-11-00303]\]. Briefly, cDNA fragments, amplified by PCR using CLR-specific primers for the CLR extracellular domain, were ligated into a pFuse-hIgG1-Fc expression vector (InvivoGen, Toulouse, France). CHO-S cells were transiently transfected with the CLR-pFUSE-hIgG1-Fc vector and the CLR-hFc fusion protein was purified from the supernatant using a HiTrap protein G column (GE Healthcare). CLR-hFc purity and identity were confirmed by SDS-PAGE followed by Coomassie staining and Western blot using an anti-human IgG-horseradish peroxidase (HRP) antibody (Dianova, Hamburg, Germany). The sequences of the primers used to amplify the cDNA fragments encoding for the extracellular parts of the respective murine and human CLRs are listed in the [Supplementary Materials (Table S1)](#app1-viruses-11-00303){ref-type="app"}.

2.5. ELISA-Based LACV/CLR Binding Studies {#sec2dot5-viruses-11-00303}
-----------------------------------------

A half-area microplate (Greiner Bio-one GmbH, Frickenhausen, Germany) was coated overnight at 4 °C with either 50 µL supernatant of purified mock-infected Vero E6 cells or with 50 µL purified supernatant of 1 × 10^7^ FFU/mL LACV-infected Vero E6 cells. Unbound virus was removed by washing three times with washing buffer (PBS 1×, 0.05% Tween-20) and the plate was blocked with 150 µL/well of 1% BSA in PBS (fraction V, IgG free, Thermo Fisher Scientific, Darmstadt, Germany) for 2 h at RT. The plate was again washed three times with washing buffer and 250 ng/well of each CLR-hFc fusion protein in lectin binding buffer (50 mM HEPES, 5 mM MgCl~2~, 5 mM CaCl~2~) was added. After 1h incubation at RT, the plate was washed and incubated with an anti-human IgG-horseradish peroxidase (HRP) antibody (Dianova, Hamburg, Germany) at a 1:5000 dilution in diluent buffer (0.1% BSA in PBS, 0.05% Tween-20) for 1 h at RT. After a final washing step, 50 µL/well of the substrate solution was added (*O*-phenylenediamine dihydrochloride substrate tablet (Thermo Fisher Scientific, Dreieich, Germany), 24 mM citrate buffer, 50 mM phosphate buffer, and 0.04% H~2~O~2~ in H~2~O) and color development was stopped with 2 M sulfuric acid. Absorbance at 495 nm was measured using a Multiskan GO microplate spectrophotometer (Thermo Fisher Scientific). Four independent binding experiments with the CLR-hFc fusion protein library were performed (triplicates each).

2.6. Real-Time PCR {#sec2dot6-viruses-11-00303}
------------------

BMDCs from Mincle^−/−^, CARD9^−/−^ and WT mice were seeded in a 6-well plate at 1 × 10^6^ cells/well and infected with LACV at a MOI of 5 or 20. Upon addition of the virus, supernatants were collected to assess virus titers at the time point 0 h. After 2 h of incubation at 37 °C and 5% CO~2~, cells were centrifuged at 300× *g* for 5 min at 4 °C, and supernatant was collected for virus titer measurement. The cell pellet was washed three times with PBS to remove unbound virus and 750 µL of Qiazol was added (baseline for internalized LACV). In samples taken at later time points of LACV infection, namely 8 h and 24 h, the same washing procedure was performed at time point 2 h to remove unbound virus. After 8 h and 24 h of incubation, cells were washed three times and suspended in Qiazol. Total RNA was isolated from infected DCs with the RNeasy extraction kit (Qiagen, Hilden, Germany) according to manufacturer's instructions. For RT-PCR, the One-Step RT-PCR kit (Qiagen) was used with an amount of RNA template of 60 ng per sample. Expression levels were measured using an AriaMx Real-Time PCR system (Agilent Technologies, Santa Cruz, CA, USA). Levels of LACV nucleoprotein (N) RNAs were normalized to the expression of the housekeeping 18S RNA. To evaluate differences in LACV nucleoprotein levels in Mincle^−/−^ and CARD9^−/−^ DCs against WT DCs, the δCt values of Mincle^−/−^ and CARD9^−/−^ DCs were subtracted from the δCt value of the WT DCs at their respective time points. Expression fold change was then calculated by the δδCT method. In WT DCs, expression of Mincle and CARD9 upon LACV infection was evaluated at different time points, using the housekeeping 18S RNA for normalization. The primers and probes used for LACV \[[@B36-viruses-11-00303]\] were forward primer (FW) 5′-GTGTTTTATGATGTCGCATCA-3′, reverse primer (RV) 5′-CATATACCCTGCATCAGGATCAA-3′, fluorescently-labeled probe 6-carboxyfluorescein (Fam)-CAGGTGCAAATGGA-minor groove binder moiety (MGB). The murine 18S, Mincle, and CARD9 primers and probe mix were acquired from Thermo Fisher Scientific (Mm03928990_g1, FAM-MGB; Mm01183703 m1, FAM-MGB; Mm01327594 m1, FAM-MGB). For all RT-PCR experiments, three independent infection experiments were performed (duplicates each).

2.7. LACV Infection of BMDCs {#sec2dot7-viruses-11-00303}
----------------------------

BMDCs from Mincle^−/−^, CARD9^−/−^, and WT mice were seeded in a 96-well plate at 8 × 10^4^ cells/well in IMDM complete medium on the day prior to infection. One hour prior to infection, cells were either pretreated with 25 µg/mL of high molecular weight (HMW) Poly (I:C) (InvivoGen) or left mock-treated \[[@B37-viruses-11-00303]\]. After 1 h, 100 µL of LACV at MOI 5 or 20 suspended in IMDM complete medium were added to the pretreated or mock-treated cells. After 8 h and 24 h of infection, plates were centrifuged at 300× *g* for 5 min at 4 °C, and supernatants were collected for measurement of the LACV titer and cytokine production. The cell pellet was washed two times with FACS buffer (PBS, 2% FBS, 1 mM EDTA) and suspended in 50 µL of anti-mouse CD16/32 (Fc-blocking antibody, dilution 1:100, clone 93, Thermo Fisher Scientific) for 15 min at 4 °C. Afterwards, cells were incubated in FACS buffer containing APC-conjugated anti-CD11c antibody (1:250 dilution, clone N418, Thermo Fisher Scientific) in combination with either one of the following antibodies for 25 min at 4 °C in the dark: FITC-conjugated anti-major histocompatibility complex (MHC)-I H-2Kb antibody (1:100 dilution, clone AF6-88.5.5.3, Thermo Fisher Scientific), FITC-conjugated anti-MHC-II I-antibody (1:100 dilution, clone AF6-120.1, Thermo Fisher Scientific), or FITC-conjugated anti-CD80 antibody (1:100 dilution, clone 16-10A1, Thermo Fisher Scientific). The cell pellet was suspended in 2% PFA for 1 h at RT for virus inactivation. Flow cytometry measurements were performed using the Attune NxT flow cytometer (Thermo Fisher Scientific). In all flow cytometry assays, cells were hierarchically gated to exclude debris, followed by single cell gating, gating on CD11c^+^ cells, and gating on cells expressing either MHC-I, MHC-II, or CD80. Flow cytometry data were analyzed using the FlowJo version 10 software (Tree Star Inc., Ashland, OR, USA). Three independent flow cytometry experiments were performed (duplicates each).

2.8. Cytokine ELISAs {#sec2dot8-viruses-11-00303}
--------------------

DC supernatants collected after LACV stimulation were analyzed for the proinflammatory cytokines IL-6 and TNF-α according to the manufacturer's instructions (DuoSet ELISA kits, R&D Systems, Minneapolis, MN, USA). Plates were developed with the substrate 3,3′,5,5′-tetramethylbenzidine (TMB) and the color reaction was stopped with 2 M sulfuric acid. Absorbance was measured at 450 nm with a wavelength correction at 570 nm using a Multiskan Go microplate spectrophotometer. Murine interferon-β (IFN-β) luminescence ELISA was performed according to the manufacturer's instructions (Lumikine™ Xpress mIFN-β, InvivoGen). Plates were read using a Tecan^®^ Infinite 200 Pro. Three independent experiments were performed (triplicates each).

2.9. In Vitro Viral Replication {#sec2dot9-viruses-11-00303}
-------------------------------

Samples containing LACV were evaluated for viral titers by performing endpoint dilution assay in BHK-21 cells. Briefly, a single 96-well plate was used per LACV supernatant sample and all wells of the plate were filled with IMDM medium (supplemented with 2 mM [l]{.smallcaps}-glutamine, 100 U/mL penicillin, 100 µg/mL streptomycin, and 5% FBS) prior to addition of the virus sample. Then LACV supernatant was diluted 1:10 and added in the first column of the 96-well plate (8 technical replicates). Virus was then serially diluted along the 96-well plate, except for the last two columns (negative control). Next, 100 µL/well of a BHK-21 cells suspension was added to all wells and cells were incubated 4--6 days at 37 °C in 5% CO~2~. The 50% tissue culture infective dose (TCID~50~) was obtained and focus forming units (FFU/mL) were estimated using the formula 0.69 × TCID~50~, as described previously \[[@B38-viruses-11-00303]\].

2.10. Transmission Electron Microscopy {#sec2dot10-viruses-11-00303}
--------------------------------------

WT BMDCs were seeded in a 6-well plate at 1 × 10^6^ cells/well and infected with LACV at MOI 20. After 2 h of incubation at 37 °C and 5% CO~2~, cells were washed three times with 1× PBS, and the cell pellet was fixed overnight in 2.5% glutaraldehyde at 4 °C. After fixation, samples were processed as previously described \[[@B39-viruses-11-00303],[@B40-viruses-11-00303]\]. Finally, ultrathin sections were cut with a diamond knife (Diatome, Hatfield, UK) and transferred to copper grids. For ultrastructural analysis, a transmission electron microscope (EM 10C, Zeiss, Munich, Germany) was used.

2.11. Protein Concentration Determination {#sec2dot11-viruses-11-00303}
-----------------------------------------

Protein concentration was calculated using the Pierce Protein Assay kit (Thermo Fisher Scientific) according to the manufacturer's instructions. Each sample was tested in duplicate and absorbance was measured at 562 nm using a Multiskan Go microplate spectrophotometer.

2.12. Statistical Analysis {#sec2dot12-viruses-11-00303}
--------------------------

Statistical analysis was performed using the GraphPad Prism 7 software (GraphPad, San Diego, CA, USA). Data are represented as a mean ± SEM for all experiments. A two-way ANOVA with a Tukey's honest significance test was used in the data treatment (*p* \< 0.05 was considered statistically significant).

3. Results {#sec3-viruses-11-00303}
==========

3.1. LACV Purification by Flow-through Chromatography {#sec3dot1-viruses-11-00303}
-----------------------------------------------------

To evaluate LACV/CLR interactions, highly pure virus samples were required, since CLRs are known to interact with glycoproteins or other glycoconjugates from damaged and necrotic cells \[[@B16-viruses-11-00303]\]. Therefore, to obtain highly pure LACV particles, a flow-through chromatography method was established ([Figure 1](#viruses-11-00303-f001){ref-type="fig"}). In this method, host cell-derived proteins (HCPs) and DNA bind to the stationary phase of the column (resin), while the virus particles are obtained in the flow-through of the column \[[@B33-viruses-11-00303],[@B34-viruses-11-00303]\].

By purifying supernatants of LACV-infected or mock-infected Vero E6 cells through a two-step sequential flow-through chromatography process, 99.4% of HCPs were efficiently removed ([Table 1](#viruses-11-00303-t001){ref-type="table"}). Moreover, an endpoint dilution assay of pure LACV samples confirmed that the virus remained infectious as a final virus titer of 4.3 ± 1.5 × 10^7^ FFU/mL was determined ([Table 1](#viruses-11-00303-t001){ref-type="table"}). Thus, although the remaining viral infectivity was only 1.9% of the original infectivity, a viral enrichment of at least 3-fold was successfully achieved at the end of the purification process.

3.2. ELISA-Based Screening of LACV/CLR Interactions {#sec3dot2-viruses-11-00303}
---------------------------------------------------

To identify novel LACV/CLR interactions ([Figure 2](#viruses-11-00303-f002){ref-type="fig"}), purified LACV was coated on ELISA plates and probed with a comprehensive CLR-hFc fusion protein library \[[@B27-viruses-11-00303],[@B35-viruses-11-00303]\]. This library was extended with the addition of novel members to perform CLR/viral screening, such as CLEC5A---a CLR involved in exacerbated proinflammatory responses in dengue virus infection \[[@B41-viruses-11-00303]\]; Langerin---a CLR responsible for antiviral responses against HIV-1 in DCs \[[@B42-viruses-11-00303]\], and L-SIGN (also known as DC-SIGNR), which is described to function as an attachment factor for other bunyaviruses, such as the Rift Valley fever virus \[[@B43-viruses-11-00303]\]. The purified mock control was also coated on the plate and served to account for unspecific binding of the CLR-hFc fusion proteins to remaining HCPs.

Since DC-SIGN was previously described to bind to the Gc/Gn glycoproteins of LACV and to act as an entry receptor for the virus \[[@B23-viruses-11-00303]\], DC-SIGN was included as a positive control. As shown in [Figure 2](#viruses-11-00303-f002){ref-type="fig"}, besides DC-SIGN-hFc, the ELISA-based screening identified five novel candidate CLRs that bind to LACV: Dectin-1, Dectin-2, Mincle and, to a lesser extent, MGL-1 and Langerin.

3.3. LACV Is Internalized by DCs {#sec3dot3-viruses-11-00303}
--------------------------------

Dectin-1, Dectin-2, and Mincle are CLRs that share canonical signaling via spleen tyrosine kinase (Syk) and the adaptor protein CARD9 that is part of the CARD-BCL10-MALT1 complex \[[@B29-viruses-11-00303],[@B44-viruses-11-00303]\]. Assembling of this ternary complex ultimately leads to NF-κB activation. Since the role of Mincle- and CARD9-mediated innate responses in LACV infection has not yet been described to the best of our knowledge, we further examined these findings by performing in vitro DC stimulation assays using Mincle^−/−^, CARD9^−/−^, and WT DCs.

In order to assess the role of Mincle and CARD9 in LACV infection, first we evaluated if LACV was internalized into WT DCs. Transmission electron microscopy (TEM) analysis after short-term LACV infection (MOI 20) allowed us to observe that LACV particles are surrounded by small vesicles to larger endosomal structures reminiscent of phagolysosomes inside WT DCs, thus suggesting elimination of virus particles ([Figure 3](#viruses-11-00303-f003){ref-type="fig"}A,B). Since LACV is internalized by WT DCs, we then investigated if LACV was able to replicate in Mincle^−/−^, CARD9^−/−^, and WT DCs by RT-PCR. LACV was added at two different MOI (5 and 20) for 2 h to allow for virus attachment and internalization into the cells. After 2 h, washing of unbound viruses was performed, followed by incubation until time point 8 h or 24 h.

RT-PCR results showed replication of LACV in WT and CARD9^−/−^ DCs at MOI 5 ([Figure 3](#viruses-11-00303-f003){ref-type="fig"}C), indicating that the virus seems capable of initializing replication inside DCs (*p* \< 0.05 by a two-way ANOVA test). However, after 24 h, no increase in the mRNA levels of LACV nucleoprotein occurred, suggesting that LACV replication is blocked in DCs. Surprisingly, at MOI 20, no LACV replication inside DCs seemed to take place at all. It should be noted that results were confirmed in three replicate experiments. The fact that no LACV replication at MOI 20 was observed may suggest saturation of infection possibly due to a more prominent DC activation, thus preventing the initialization of replication.

In WT DCs, LACV-dependent upregulation of Mincle expression was observed (*p* \< 0.05 by a two-way ANOVA test) after 2 h of infection ([Figure 3](#viruses-11-00303-f003){ref-type="fig"}D). This finding supports the identified interaction between Mincle-hFc and LACV by ELISA, as it demonstrates induction of Mincle expression at an early time point of infection. It is noteworthy that the expression level of the adaptor protein CARD9 remained unaltered upon LACV infection of WT DCs ([Figure S1](#app1-viruses-11-00303){ref-type="app"}).

3.4. Activation of DCs by LACV {#sec3dot4-viruses-11-00303}
------------------------------

To better understand whether the absence of Mincle and CARD9 affected DC maturation, we stimulated DCs with LACV (MOI 5 or 20) or with mock-infected supernatant from Vero E6 cells (negative control). Since glycan-based signaling via CLRs often requires coactivation with other PRRs, we included Poly(I:C) to prime activation \[[@B45-viruses-11-00303],[@B46-viruses-11-00303]\]. Hence, we pretreated Mincle^−/−^, CARD9^−/−^, and WT DCs with Poly(I:C) for 1 h \[[@B37-viruses-11-00303]\] before adding LACV at MOI 5 or 20 ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}). After 24 h of LACV stimulation, MHC-I expression was significantly higher (*p* \< 0.001 by a two-way ANOVA test) in DCs costimulated with Poly(I:C) and LACV (MOI 5 or 20) compared to the mock control, while stimulation with LACV only at both MOI induced no significant differences ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}A).

While the upregulated MHC-I expression was due to Poly(I:C) stimulation only, surface expression of the costimulatory molecule CD80 was significantly increased (*p* \< 0.001 by a two-way ANOVA test) in DCs costimulated with Poly(I:C) and LACV MOI 20, when compared with Poly(I:C) alone or mock control ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}C). This finding indicates a synergistic mode of action of Poly(I:C) and LACV on the expression of this costimulatory molecule. The expression of MHC-II in CARD9^−/−^ DCs was significantly higher (*p* \< 0.001 by a two-way ANOVA test) in three different conditions (mock, LACV MOI 5, costimulation with Poly(I:C) and LACV MOI 20) in comparison to WT and/or Mincle^−/−^ DCs ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}B). No differences in MHC-II expression were observed between mock treated and/or LACV infected WT, CARD9^−/−^, and Mincle^−/−^ DCs, indicating that neither LACV nor costimulation with Poly(I:C) and LACV affected MHC-II expression ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}B). It is noteworthy that Mincle^−/−^ and CARD9^−/−^ DCs did not exhibit a different expression of MHC-I and CD80 in all conditions tested, when compared to WT DCs (*p* \> 0.05 a by two-way ANOVA test). DC effector functions were also assessed at an earlier time point of infection (after 8 h), at which CARD9^−/−^ and WT DCs exhibited upregulated MHC-I and MHC-II expression in DCs costimulated with Poly(I:C) and LACV ([Figure S2](#app1-viruses-11-00303){ref-type="app"}). No differences were observed in CD80 expression in Mincle^−/−^, CARD9^−/−^, and WT DCs after 8 h of infection ([Figure S2](#app1-viruses-11-00303){ref-type="app"}). Since an upregulated CD80 expression upon stimulation with Poly(I:C) and LACV (MOI 20) was observed in WT, Mincle^−/−^ and CARD9^−/−^ DCs after 24 h ([Figure 4](#viruses-11-00303-f004){ref-type="fig"}), Mincle/CARD9 mediated signaling seems to be dispensable for the expression of costimulatory molecules by DCs.

3.5. Mincle and CARD9 Contribute to Proinflammatory Signaling of LACV Infected DCs {#sec3dot5-viruses-11-00303}
----------------------------------------------------------------------------------

The above data show the limited capacity of LACV to prime DCs maturation. Since the proinflammatory response of DCs might contribute to antiviral immunity against LACV, we performed cytokine ELISA for hallmark cytokines of proinflammatory responses, namely, TNF-α and IL-6 after 8h and 24h of virus infection ([Figure 5](#viruses-11-00303-f005){ref-type="fig"}). To boost cytokine expression, we also incubated cells with Poly(I:C) and LACV. As shown in [Figure 5](#viruses-11-00303-f005){ref-type="fig"}, a substantial production of IL-6 and, to a lesser extent, of TNF-α were observed in DCs costimulated with Poly(I:C) and LACV (MOI 5 and 20) for 8 h and 24 h. Mincle^−/−^ and CARD9^−/−^ DCs exhibited an impaired proinflammatory cytokine production at an earlier time point (*t* = 8 h), as indicated by a decreased IL-6 production (*p* \< 0.05 by a two-way ANOVA test), when compared to WT DCs ([Figure 5](#viruses-11-00303-f005){ref-type="fig"}A,B). Interestingly, only Mincle^−/−^ DCs presented a prominent reduction in IL-6 production after 24 h ([Figure 5](#viruses-11-00303-f005){ref-type="fig"}C) of costimulation with Poly(I:C) and LACV (MOI 5 and 20) compared to WT DCs (*p* \< 0.01 by a two-way ANOVA test). Moreover, in Mincle^−/−^ DCs decreased TNF-α production was observed after LACV challenge for 24 h, while in CARD9^−/−^ DCs this effect was only noticed at an earlier time point ([Figure 5](#viruses-11-00303-f005){ref-type="fig"}B,D). In both, differences were only detected in the Poly(I:C) and LACV MOI 20 challenge (*p* \< 0.05 by a two-way ANOVA test). It is noteworthy that the impaired proinflammatory response was dependent on the presence of both LACV and Poly(I:C), since Poly(I:C) alone resulted in a low IL-6 and TNF-α production. This observation suggests a synergistic mode of action of Poly(I:C) and LACV on the production of proinflammatory cytokines by DCs in a partially Mincle/CARD9-dependent manner.

Type-I interferon responses in mice were shown to be crucial for LACV clearance and reduction of LACV-induced neurological diseases \[[@B14-viruses-11-00303],[@B47-viruses-11-00303],[@B48-viruses-11-00303]\]. In the LACV stimulation experiments using Mincle^−/−^, CARD9^−/−^, and WT DCs, a decreased type-I interferon-β (IFN-β) production could be detected only in CARD9^−/−^ DCs by luminescence IFN-β ELISA ([Figure S3](#app1-viruses-11-00303){ref-type="app"}).

To evaluate if the impaired proinflammatory and IFN-β response was associated with a decreased antiviral response by Mincle^−/−^ and CARD9^−/−^ DCs, we analyzed the viral titer after 8 h and 24 h of incubation with LACV ([Figure 6](#viruses-11-00303-f006){ref-type="fig"}). The results showed a considerable reduction (\>1 log) of the LACV titer at MOI 5 from 8 h to 24 h ([Figure 6](#viruses-11-00303-f006){ref-type="fig"}A), indicating that LACV does not release infectious progeny within 24 h of DCs challenge (*p* \< 0.01 by a two-way ANOVA test). Therefore, albeit the increase in LACV N mRNA levels in WT and CARD9^−/−^ DCs ([Figure 3](#viruses-11-00303-f003){ref-type="fig"}C), no productive DCs infection was observed.

When Poly(I:C) was added, a lower LACV titer (*p* \< 0.05 by two-way ANOVA test) was attained in Mincle^−/−^ DCs at MOI 5 or 20 ([Figure 6](#viruses-11-00303-f006){ref-type="fig"}A,B). Such a reduction was also observed in CARD9^−/−^ DCs at a MOI 5 ([Figure 5](#viruses-11-00303-f005){ref-type="fig"}A). Indeed, Poly(I:C) activates TLR3 and RIG-I pathways \[[@B45-viruses-11-00303]\] and is well-documented to enhance antiviral responses of host immune cells \[[@B49-viruses-11-00303],[@B50-viruses-11-00303],[@B51-viruses-11-00303]\]. Poly(I:C)-dependent LACV titer reduction in primary glial cells was reported already in 1975, though the mechanism was still unknown at that time \[[@B52-viruses-11-00303]\]. Finally, no differences in LACV titers were observed between WT and Mincle^−/−^ or CARD9^−/−^ DCs, indicating that the Mincle/CARD9 axis plays a limited role in DCs infectivity.

4. Discussion {#sec4-viruses-11-00303}
=============

So far, the role of PRRs in the recognition of LACV has been elusive. To this end, in this study we have addressed the recognition of LACV by host CLRs, an important class of PRRs that initiate innate immune responses. La Crosse virus is the leading causative agent of neuroinvasive viral disease in younger children, accounting for up to 55% of all reported cases \[[@B7-viruses-11-00303]\]. In the upcoming years, expansion of LACV vector mosquitoes can result in an increased risk of exposure for the high-risk groups within the population \[[@B9-viruses-11-00303],[@B53-viruses-11-00303],[@B54-viruses-11-00303]\].

CLR/viral interactions can either trigger antiviral responses resulting in an efficient viral clearance or viruses can subvert host defense by covering their surface with highly glycosylated proteins to promote attachment and internalization into host cells, followed by replication and dissemination \[[@B17-viruses-11-00303],[@B18-viruses-11-00303]\]. The only described interaction of LACV with CLRs is the DC-SIGN recognition of pseudotypes bearing the Gn/Gc glycoproteins of LACV, which resulted in increased viral entry in Raji B cells expressing DC-SIGN \[[@B23-viruses-11-00303]\].

To identify novel CLR/viral interactions, we established, in the first place, a flow-through chromatography process for LACV purification, which allowed us to obtain highly pure virus samples with minimal HCP contaminants. Flow-through chromatography purification of influenza viruses or reoviruses was previously shown to be a powerful tool to remove protein and DNA impurities to more than 90% and 95%, respectively \[[@B33-viruses-11-00303],[@B34-viruses-11-00303]\]. In our approach, we performed an additional round of purification through the anion-exchange (Capto Q) and ligand-core (Capto Core 700) chromatography columns to ensure that only marginal amounts of HCPs would be present in the purified samples. This resulted in a decrease in the final LACV virus titer, but it was a necessary trade-off to reach over 99% removal of HCPs with a virus enrichment of at least 3-fold. The trace amounts of HCPs obtained is a crucial step to perform ELISA-based screening with our CLR-hFc fusion protein library \[[@B27-viruses-11-00303],[@B35-viruses-11-00303]\], to avoid the presence of glycoproteins or glycan structures associated with damaged and necrotic cells \[[@B55-viruses-11-00303]\]. CLR recognition of endogenous ligands released from dead and/or dying cells include sensing of F-actin by DNGR-1 \[[@B56-viruses-11-00303]\], binding of CLEC12A to uric acid crystals \[[@B57-viruses-11-00303]\], uptake of apoptotic cells by MGL-1 \[[@B58-viruses-11-00303]\], and recognition by Mincle of SAP130 \[[@B59-viruses-11-00303]\], cholesterol crystals \[[@B60-viruses-11-00303]\] and β-glucosylceramide \[[@B61-viruses-11-00303]\]. Therefore, virus enrichment and maximum removal of HCPs were crucial to avoid interactions that could mask binding events between LACV and the CLR-hFc fusion proteins.

By coating highly pure LACV- or mock-infected supernatant (control) from Vero E6 cells in a plate and performing an ELISA-based high-throughput screening with the CLR-hFc fusion protein library, we discovered five novel LACV-CLRs interactions: Dectin-1-hFc, Dectin-2-hFc, Mincle-hFc, and, to a lesser extent, Langerin-hFc and MGL-1-hFc. Langerin is a CLR that possesses a dual role in viral recognition since it was described to be involved in capturing and eliminating HIV-1 in Langerhans cells \[[@B42-viruses-11-00303]\] or to function as an entry receptor for binding and internalization of influenza A virus (IAV), ultimately leading to increased viral spread \[[@B62-viruses-11-00303]\]. MGL-1 is associated with viral attachment and entry, namely of Ebola virus \[[@B63-viruses-11-00303]\] and IAV \[[@B64-viruses-11-00303]\]. The identification of CARD9-associated CLRs (Dectin-1, Dectin-2, and Mincle) prompted us to stimulate CARD9^−/−^ and Mincle^−/−^ DCs with LACV in vitro. Mincle is a receptor that recognizes pathogen-associated molecular patterns from bacteria \[[@B65-viruses-11-00303]\] and fungi \[[@B66-viruses-11-00303]\] and damage-associated molecular patterns from damaged cells \[[@B67-viruses-11-00303]\]. Dectin-1 and Dectin-2 are mainly associated with a protective effect against fungi \[[@B68-viruses-11-00303],[@B69-viruses-11-00303],[@B70-viruses-11-00303]\], though microbial or endogenous ligands have also been described \[[@B29-viruses-11-00303]\]. The roles of Mincle and Dectin-1 or Dectin-2 in recognition of viruses remain elusive. Since Dectin-1 and Dectin-2 are known mainly as fungal receptors \[[@B70-viruses-11-00303]\], we focused on Mincle in this study. Interestingly, the upregulated Mincle expression at an early time point of LACV infection (2 h) may support the involvement of this CLR in LACV recognition. Nonetheless, by including CARD9^−/−^ DCs we also covered the CARD9-associated CLRs, Dectin-1, and Dectin-2, since they require CARD9 signaling for initiating innate immune responses (see also a scheme showing the signal pathway induced by engagement of Mincle, Dectin-1, and Dectin-2 in [Figure S4](#app1-viruses-11-00303){ref-type="app"}).

To confirm LACV internalization, TEM was employed after short-term LACV infection of WT DCs. TEM analysis revealed internalized LACV particles in small to larger endosomal structures, as described for other bunyaviruses, such as the Uukuniemi virus (UUKV) \[[@B24-viruses-11-00303]\]. LACV presence in vesicles reminiscent of phagolysosomes may suggest clearance of virus particles by WT DCs, which is in accordance with the results obtained for the decreased virus titers in WT DCs within 24 h.

DCs stimulation with LACV and Poly(I:C) elicited a similar activation of CD80 expression across Mincle^−/−^, CARD9^−/−^, and WT DCs at MOI 20, though only Mincle^−/−^ DCs presented a decreased proinflammatory cytokine production (IL-6 and TNF-α) upon stimulation with Poly(I:C) and LACV after 24h. CARD9^−/−^ DCs only exhibited impaired IL-6 and TNF-α production under the same conditions at an earlier time point (*t* = 8h). Mincle deficiency is reported to cause significantly impaired proinflammatory responses in vitro and in vivo against the fungi Malassezia \[[@B71-viruses-11-00303]\], group A Streptococcus \[[@B65-viruses-11-00303]\], and *Mycobacterium tuberculosis* \[[@B72-viruses-11-00303]\]. Regarding CARD9, this adaptor protein was shown as an essential component for the RIG-I-dependent proinflammatory response against RNA viruses \[[@B73-viruses-11-00303]\]. A CARD9-dependent impaired IFN-β production was reported by del Fresno et al. \[[@B74-viruses-11-00303]\], where CARD9^−/−^ DCs stimulated with heat-killed *Candida albicans* showed lower IFN-β production in vitro. In the same study, Mincle^−/−^ DCs did not exhibit a lower IFN-β production upon *C. albicans* stimulation in vitro when compared to WT DCs. Our LACV infection results are in accordance with the reported impaired IFN-β production in CARD9^−/−^ DCs. Moreover, we also observed no significant differences in IFN-β responses between Mincle^−/−^ and WT DCs, upon LACV challenge. However, the impaired proinflammatory response and/or IFN-β production displayed by Mincle^−/−^ and CARD9^−/−^ DCs did not affect LACV titers in the supernatant. In WT and CARD9^−/−^ DCs, LACV replication is initiated (at MOI 5), as exemplified by the increase in LACV N mRNA. Surprisingly, no LACV replication was observed at MOI 20, which may have been caused by a more prominent DC activation due to the higher MOI, thus preventing initialization of replication. Similar effects have been described for the *Aureococcus anophagefferens*-Brown Tide virus (AaV) where a saturation of infection was observed at a MOI of 8 \[[@B75-viruses-11-00303]\]. Furthermore, a recent study modeling the replication of Influenza A virus in cell culture demonstrated that at high MOIs the number of defective interfering particles (DIPs) present in the inoculum plays a greater role \[[@B76-viruses-11-00303]\]. DIPs have been shown to compete with intact virus particles for cellular resources, and therefore may significantly reduce viral replication \[[@B77-viruses-11-00303]\]. However, a titration over a broader range would be needed to confirm this hypothesis. As observed for Mincle^−/−^ and CARD9^−/−^ DCs, WT DCs virus titer analysis also confirmed that LACV did not release infectious viral particles into the supernatant within 24 h. DCs were described to support infection of other bunyaviruses, such as Rift Valley fever virus and UUKV, though the production of infectious particles in UUKV was minimal \[[@B24-viruses-11-00303]\]. Thus, our study shows that murine DCs cannot be productively infected with LACV.

Taken together, though our results do not formally exclude that the Mincle/CARD9 axis in myeloid DCs may play a role in early innate responses against LACV, this role seems to be rather limited since no differences in viral elimination between Mincle^−/−^, CARD9^−/−^, and WT DCs were observed. In a previous study on the role of CARD9 in proinflammatory cytokine production during viral infections \[[@B78-viruses-11-00303]\], in vitro stimulation of CARD9^−/−^ DCs with influenza A virus (IAV) also showed an impaired IL-6 and TNF-α production. However, CARD9-mediated innate responses in pulmonary DCs were dispensable for protection against IAV in a murine infection model \[[@B78-viruses-11-00303]\].

In conclusion, our results provide insights into LACV recognition by CLRs by establishing a novel high-throughput ELISA-based screening of LACV/CLR interactions. We were able to identify novel CLR/LACV interactions with Mincle, Dectin-1, and Dectin-2 as prominent candidate receptors. Mincle^−/−^ and CARD9^−/−^ DCs exhibited impaired proinflammatory cytokine production, namely IL-6 and TNF-α, upon LACV stimulation. Since the LACV titer in the supernatant of infected Mincle^−/−^ and CARD9^−/−^ DCs was similar to WT DCs, the Mincle/CARD9 axis may play a limited role in antiviral responses against LACV. The functional role of additional CLRs identified by our ELISA as interaction partners of LACV should be addressed in future studies.
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![Schematic representation of the flow-through chromatography process used for La Crosse virus (LACV) purification. Mock- and LACV-infected supernatants of VeroE6 cells were purified by sequential steps of ultrafiltration and liquid chromatographic processes to remove host-cell derived proteins (HCPs). At the end of the purification process, a virus enrichment in the LACV sample is attained by efficient removal of HCPs.](viruses-11-00303-g001){#viruses-11-00303-f001}

![ELISA-based screening of LACV with a C-type lectin receptor (CLR)-hFc fusion protein library. DC-SIGN was reported to recognize Gc/Gn of LACV \[[@B23-viruses-11-00303]\] and is considered a positive control. To discard possible false-positives, a 3-fold margin in the absorbance value relative to hFc (negative control) was given (dotted line), based on previous screenings with the CLR-hFc library \[[@B27-viruses-11-00303]\]. Data depicted are the mean ± SEM of four independent experiments (duplicates each).](viruses-11-00303-g002){#viruses-11-00303-f002}

![LACV internalization, replication in Mincle^−/−^, CARD9^−/−^, or WT dendritic cells (DCs), and LACV-dependent induction of Mincle expression. (**A**) Transmission electron microscopy (TEM) picture showing a LACV-infected WT DC at time 2 h (magnification 6300×). (**B**) Close-up TEM picture (magnification 25,000×) of highlighted region in (A). The black arrowheads show LACV particles inside vesicles in the phagolysosome. (**C**) Expression levels of LACV N mRNA at different time points in DCs. The time point 2 h was used as baseline (internalized LACV). In C, two distinct LACV MOI were used---MOI 5 and MOI 20. (**D**) Expression levels of Mincle mRNA at different time points in LACV-infected WT DCs. The mock-infected DCs were used as baseline. Data shown in (C) and (D) are mean ± SEM and three independent experiments were performed. A two-way ANOVA with a Tukey's honest significance test was used to compare differences between the different groups and *p* \< 0.05 was considered significant (\* *p* \< 0.05, \*\* *p* \< 0.01, \*\*\* *p* \< 0.001, \*\*\*\* *p* \< 0.0001).](viruses-11-00303-g003){#viruses-11-00303-f003}

![Effector functions of Mincle^−/−^, CARD9^−/−^, and WT DCs stimulated with LACV. (**A**) Surface expression of MHC-I. (**B**) Surface expression of MHC-II. (**C**) Surface expression of CD80 in Mincle^−/−^, CARD9^−/−^ or WT DCs after 24 h of stimulation. Data represented are mean ± SEM of three independent experiments. Data are presented as MFI (median fluorescence intensity) values. A two-way ANOVA with a Tukey's honest significance test was performed and *p* \< 0.05 was considered significant (\* *p* \< 0.05, \*\* *p* \< 0.01, \*\*\* *p* \< 0.001, \*\*\*\* *p* \< 0.0001).](viruses-11-00303-g004){#viruses-11-00303-f004}

![Mincle^−/−^ and CARD9^−/−^ DCs display impaired proinflammatory cytokine production upon LACV challenge in the presence of Poly(I:C). IL-6 and TNF-α production after 8 h (**A**,**B**, respectively) and 24 h of stimulation (**C**,**D**, respectively). Data represented are mean ± SEM of three independent experiments. A two-way ANOVA with a Tukey's honest significance test was performed and *p* \< 0.05 was considered significant (\* *p* \< 0.05, \*\* *p* \< 0.01, \*\*\* *p* \< 0.001, \*\*\*\* *p* \< 0.0001).](viruses-11-00303-g005){#viruses-11-00303-f005}

![Viral loads in Mincle^−/−^, CARD9^−/−^, and WT DCs challenged with LACV. Virus titer in the supernatant of Mincle^−/−^, CARD9^−/−^ and WT DCs infected with LACV at a MOI 5 (**A**) and a MOI 20 (**B**) for 8 h and 24 h. Data shown are mean ± SEM of three independent experiments. A two-way ANOVA with a Tukey's honest significance test was employed and *p* \< 0.05 was considered significant (\* *p* \< 0.05, \*\* *p* \< 0.01, \*\*\* *p* \< 0.001).](viruses-11-00303-g006){#viruses-11-00303-f006}
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Evaluation of LACV purification by flow-through chromatography. Supernatants of LACV-infected or mock-infected Vero E6 cells were purified by flow-through chromatography and protein concentrations and virus titers were determined at the beginning and the end of the purification process. The results are the mean ± S.D. of three independent batches.

  Sample             Volume (mL)   Protein (µg/mL)   Total Protein (µg)   FFU/mL              Protein Removal (%)
  ------------------ ------------- ----------------- -------------------- ------------------- ---------------------
  LACV (initial)     100           2600 ± 1200       260,000              2.3 ± 1.8 × 10^9^   \-
  **LACV (final)**   3             17 ± 5.5          51                   4.3 ± 1.5 × 10^7^   99.4
  Mock (initial)     100           2450 ± 1100       245,000              0                   \-
  **Mock (final)**   3             8.5 ± 0.2         25.5                 0                   99.7
